Paclitaxel is effective against breast cancer. The herbal medicine, Jia-Wei-Xiao-Yao-San (JWXYS), is the most frequent prescription used to relieve the symptoms of breast cancer treatments. The aim of the study was to investigate the herb-drug interaction effects of a herbal medicine on the distribution of paclitaxel to lymph. A validated ultraperformance liquid chromatography with tandem mass spectrometry (UPLC-MS/MS) method was used to determine the paclitaxel levels in rat plasma and lymph after intravenous infusion of paclitaxel alone with or without 7 days of JWXYS pretreatment. The pharmacokinetic results indicate that paclitaxel concentrations in plasma exceeded those in lymph by approximately 3.6-fold. The biodistribution of paclitaxel from plasma to lymph was 39 ± 5%; however, this increased to 45 ± 4% with JWXYS pretreatment. With JWXYS pretreatment, the AUC and max of paclitaxel in plasma were significantly reduced by approximately 1.5-fold, compared to paclitaxel alone. Additionally, JWXYS decreased the AUC and max of paclitaxel in lymph. However, the lymph absorption rate of paclitaxel with or without JWXYS pretreatment was not significantly changed (27 ± 3 and 30 ± 2%, resp.). Our findings demonstrate that when paclitaxel is prescribed concurrently with herbal medicine, monitoring of the blood pharmacokinetics of paclitaxel is recommended.
Introduction
Cancer is a global health problem. Surgery, chemotherapy, and radiotherapy are still the major conventional cancer therapies [1] . Paclitaxel is a natural product used as a chemotherapeutic agent against various malignant tumors including ovarian, breast, and non-small-cell lung cancers. The antitumor activity of paclitaxel is attributed to microtubule stabilization [2] . Although chemotherapy and radiotherapy are effective treatments against cancer, these treatments can cause serious side effects and complications, including fatigue, pain, diarrhea, nausea, vomiting, and hair loss, that cannot be ignored [1, 3, 4] . Thus, increasing evidence demonstrates that herbal medicines can be used as adjuvant therapies to ameliorate the chemotherapy-induced side effects [5] [6] [7] .
According to a survey from the National Health Insurance (NHI) database in Taiwan, Traditional Chinese Medicine (TCM) is frequently prescribed to people with cancer as a remedy for alleviating symptoms or improving quality of life [8] . The results demonstrate that the Chinese herbal formula Jia-Wei-Xiao-Yao-San (JWXYS) is the most frequently prescribed formula for treating breast cancer [8, 9] . Generally, JWXYS relieves climacteric symptoms including panic, dysphoria, and hot flashes in postmenopausal women [6] . Recently, JWXYS has been prescribed as an alternative treatment for chronic diseases [6, 8, 9] .
Paclitaxel is a P-glycoprotein (P-gp) substrate and is metabolized via cytochrome P450 (CYP) 2C8 and the 3A4 subfamily [10] . Coadministration of drugs that modulate the activity of CYP enzymes is likely to have undesirable clinical consequences [5, 11, 12] . The study suggested that oral administration of some phenolic substances might increase paclitaxel blood concentration during chemotherapy [13] . Various clinical factors including lymph node invasion and tumor size are essential in determining the best therapeutic 2 Evidence-Based Complementary and Alternative Medicine option for breast cancer patients [3, 4] . Differences in pharmacokinetics, and drug distribution in particular, may cause poor efficacy of the chemotherapeutic drug at the targeted site [3, 4] . The pharmacokinetics of paclitaxel in rats and humans has been investigated [14] [15] [16] ; however, information regarding the distribution of paclitaxel in lymph remains limited. In addition, JWXYS is the most frequent prescription used to relieve symptoms in women being treated for breast cancer [8] . It is possible that JWXYS and paclitaxel may interact to exhibit adverse effects in the clinic. Thus, the aims of the study are to investigate the pharmacokinetics of paclitaxel by UPLC-MS/MS in rats following intravenous infusion of paclitaxel and to explore whether pretreatment with JWXYS affects the pharmacokinetics and lymph distribution of paclitaxel. These results provide information crucial to conducting chemotherapy in combination with JWXYS. [17] . The pharmaceutical herbal product, JWXYS, was purchased from Sheng Chang Pharmaceutical Co., Ltd. (Taipei, Taiwan).
Materials and Methods

Chemicals and
UPLC-MS/MS.
The UPLC-MS/MS analysis was performed using a Waters Acquity UPLC6 system (Waters, Manchester, UK) consisting of a binary solvent manager, an automatic liquid chromatographic sampler, and a Waters Xevo6 tandem quadrupole mass spectrometer equipped with an electrospray ionization (ESI) source. Separation was achieved using a Phenomenex Kinetex C18 analytical column (100 × 4.6 mm, length × inner diameter, particle size of 2.6 m) maintained at 40 ∘ C in a column oven. The mobile phase consisted of triple deionized water and methanol (28 : 72; v/v) and the flow rate was set at 0.35 mL/min. The injection volume was 5 L.
For operation in the MS/MS mode, the electrospray ion source was operated with polarity positive ion mode in a single run. The ESI parameters were set as follows:
source temperature: 150 ∘ C; desolvation temperature: 550 ∘ C; desolvation gas flow: 1000 L/h. The optimized cone voltages (CV) were 58 V for paclitaxel and 56 V for docetaxel. The multiple reaction monitoring (MRM) mode using specific precursor/product ion transitions was used for quantification. The molecular ions of paclitaxel and docetaxel were fragmented at collision energies of 28 and 26 eV using argon as the collision gas. Ion detection was performed by monitoring the transitions: m/z 876.4 → 308.1 for paclitaxel and m/z 830.4 → 549.2 for docetaxel. Docetaxel was used as the internal standard (IS) for positive ion mode analytes. A MassLynx 4.1 software data platform was used for spectral acquisition, spectral presentation, and peak quantification.
Animal Experiments.
All animal experimental protocols were reviewed and approved by the Institutional Animal Care and Use Committee (IACUC number: 1020716) of National Yang-Ming University. Male specific-pathogen-free Sprague-Dawley rats weighing 300 ± 20 g were obtained from the Laboratory Animal Center of the National Yang-Ming University, Taipei, Taiwan. Animals were provided free access to food (laboratory rodent diet 5P14, PMI Feeds, Richmond, IN) and water.
In accordance with published studies, the doses of paclitaxel and JWXYS for the animals were based on the human doses and were derived using the following conversion equation recommended by the US Food and Drug Administration guidelines: human equivalent dose (HED, mg/kg) = animal dose (mg/kg) × (animal /human ) [18] . Clinically, paclitaxel is given as intravenous infusion for at least three hours, and the maximum daily dose of JWXYS for human is 12 g.
To investigate the herb-drug interaction effects of JWXYS on the pharmacokinetics of paclitaxel in rat plasma and lymph, paclitaxel was administered by intravenous infusion to rats with or without oral JWXYS at 1.23 g/kg for 7 days. The commercial pharmaceutical powdered JWXYS was weighed and suspended in sterile water at the dosing volume of 10 mL/kg. JWXYS at 1.23 g/kg was administered to each rat by oral gavage. At the 7th dose of JWXYS, rats were given 1 mL of olive oil by oral gavage thirty minutes preoperatively and then anesthetized with urethane (1 g/kg, IP) for mesenteric lymph duct, jugular vein, and femoral vein cannulation. The purpose of the oral dosing of olive oil 30 mins before operation was to facilitate identification of the lymph vessels [19, 20] . The procedure for the cannulation of the mesenteric lymph vessels was performed as previously described [21, 22] . The rats were administered 5 mg/kg of paclitaxel by intravenous infusion into the right femoral vein at the infusion rate of 2 mL/hour for 3 hours. Two hundred L samples of blood were withdrawn from the cannula implanted in the jugular vein into heparin-rinsed vials at 0, 15, 30, 60, 120, 180, 185, 195, 210, 225, 240, 270 , 300, 330, 360, 390, and 420 min. The lymph was collected into heparin-rinsed vials at 30 min intervals. The mesenteric lymph rate during the 24 h period following surgery averaged 2.4 ± 1.1 mL/h [19] . In order to compensate the loss of body fluid, the rats were intravenously infused with normal saline at an infusion rate of 2 mL/hour throughout the experiment according to the published literature [19, 20] . The Evidence-Based Complementary and Alternative Medicine 3 plasma samples were immediately centrifuged at 6000 rpm for 10 min.
Sample Preparation.
The biological samples were prepared by liquid-liquid extraction. The plasma and lymph samples (90 L, resp.) spiked with 10 L of docetaxel solution (IS, 2.5 g/mL) were extracted by TBME for liquid-liquid extraction. Briefly, biological samples were extracted using 1 mL of TBME twice, vortexed for 5 min, and centrifuged at 13,000 rpm for 10 min. After centrifugation, the upper organic layer containing the paclitaxel was transferred to a new tube and evaporated to dryness using a vacuum pump. The dried residue was reconstituted with 100 L of mobile phase (triple deionized water : methanol = 28 : 72) and analyzed by UPLC-MS/MS. If the paclitaxel concentration was in excess of 500 ng/mL, then the plasma and lymph samples were diluted by blank plasma and lymph samples at an appropriate ratio before analysis.
Preparation of Standard Samples.
Stock solutions of paclitaxel and IS were prepared in methanol at a concentration of 1 mg/mL. The calibration curves were obtained from biological samples freshly spiked with IS and the stock solution of paclitaxel at concentration ranges of 5-500 ng/mL. The spiked biological samples were extracted following the sample preparation procedure described above.
Method Validation.
The method validation assays for quantification of paclitaxel in rat plasma and lymphatic fluid were conducted based on the current US Food and Drug Administration (FDA) bioanalytical method validation guidelines [23] . Specificity, matrix effects, and recovery were evaluated. Biological samples were quantified using the ratio of the peak area of each analyte to that of the IS. Peak area ratios were plotted against analyte concentrations. All linear curves were required to have a coefficient of estimation of at least >0.995. Using the UPLC-MS/MS method described above, the intra-and interday variability were determined by quantitating six replicates at concentrations of 5, 10, 25, 50, 100, 250, and 500 ng/mL on the same day and on six consecutive days, respectively. The accuracy (% bias) and the relative standard deviation (RSD %) were calculated.
To evaluate matrix effect (ME) and recovery (RE), six different lots of blank plasma or lymph samples were extracted and then spiked with paclitaxel at three concentrations. The corresponding peak areas of paclitaxel in the spiked biological samples after extraction (A) were compared to those of the aqueous standards in mobile phase (B) at equivalent concentrations. The ratio (A/B × 100) is defined as the ME. The corresponding peak areas of paclitaxel in the spiked biological samples before extraction (C) were compared to those of paclitaxel in the spiked biological samples after extraction (A) at equivalent concentrations. The ratio (C/A × 100) is defined as the RE.
Pharmacokinetic Data Analysis.
Pharmacokinetic calculations were performed on each individual data set by noncompartmental methods using WinNonlin Standard Edition, version 1.1 (Pharsight Corp., Mountain View, CA).
Statistical Analysis.
Data were summarized as the mean ± SD or SEM. Comparison between two groups was performed using the unpaired Student's -test. Statistical significance was set at < 0.05.
Results
Optimization of the UPLC-MS/MS
Method. For parameter optimization, a standard solution of paclitaxel or docetaxel was analyzed by direct injection in the spectrometer. A full scan in the positive mode with precursor-product combinations monitored in the MRM mode was used for analyte identification. Paclitaxel and the IS could be ionized under positive (ESI + ) electrospray ionization conditions. During initial infusion experiments with paclitaxel and docetaxel, the spectra revealed that both paclitaxel and docetaxel form Na + and its main product ion at m/z 549.2 were used to determine the analytes in the biological samples. Chromatographic conditions were optimized for good sensitivity, peak shape, and a relatively short run. Methanol provided the best peak shape and was selected as the organic phase. A mobile phase consisting of a water-methanol solution (isocratic elution) was used in the experiment.
UPLC-MS/MS Method Validation of Paclitaxel in Rat
Plasma and Lymph. Assay specificity was assessed by comparing the chromatograms of blank plasma and lymph samples obtained from six rats with corresponding spiked plasma and lymph samples. Each blank plasma and lymph sample was tested using a liquid-liquid extraction procedure and UPLC-MS/MS conditions to ensure no interference of paclitaxel and IS from plasma and lymph. The results showed that no interference existed under the present analytical conditions (Figures 2(a) and 2(d) ). show the chromatograms of a standard solution of paclitaxel (250 ng/mL) and IS (250 ng/mL) spiked in blank rat plasma and lymph. Figure 2(c) shows the chromatograms for a plasma sample containing paclitaxel (270 ng/mL) collected at 390 min after dosing with paclitaxel (5 mg/kg, i.v. infusion). Figure 2(f) shows the chromatograms for a lymph sample containing paclitaxel (245 ng/mL) collected from 330 to 360 min after dosing with paclitaxel (5 mg/kg, i.v. infusion). Each determination was completed within 10 min and no carry-over peaks were detected in the subsequent chromatograms of biological samples. A 100% matrix effect value indicated that the response in the mobile phase and in the biological extracts was the same [20] . The mean matrix effects of paclitaxel and docetaxel (IS) in plasma were 106 ± 14 and 84 ± 5%, respectively; the mean matrix effects of paclitaxel and docetaxel (IS) in lymph were 80 ± 7 and 60 ± 5%, respectively ( Table 1 ). The mean recovery for paclitaxel and IS in plasma was 85 ± 13 and 78 ± 4%, respectively; the mean recoveries for paclitaxel and IS in lymph were 84 ± 11 and 53 ± 5%, respectively ( Table 1) .
The calibration curve was constructed by plotting the peak area ratios of paclitaxel to the IS versus the concentrations of paclitaxel. The results demonstrated a linear response over the concentration ranges of 10-500 ng/mL, with a coefficient of estimation 2 > 0.995. The data showed excellent reproducibility ( Table 2 ). The limit of detection (LOD) and quantification (LOQ) were defined as the concentration of paclitaxel detected as a signal-to-noise (S/N) ratio of 3 and 10, respectively. The LOD and LOQ of paclitaxel in rat plasma and lymph were 5 ng/mL and the LOQ was 10 ng/mL. The intra-and interday precision (% RSD) and accuracy (% bias) values of paclitaxel in rat plasma and lymph were within 15% ( Table 2 ). These results show that the UPLC-MS/MS method provides excellent quantitative analysis of paclitaxel in rat plasma and lymph extracts.
Herb-Drug Interaction Effects of JWXYS on the Blood
Pharmacokinetics of Paclitaxel. The mean plasma concentration-time profiles of paclitaxel after intravenous infusion of paclitaxel at 5 mg/kg ( = 11) with or without pretreatment with JWXYS (1.23 g/kg, p.o. for 7 days) are illustrated in Figure 3 (a) and the pharmacokinetic parameters are listed in Table 3 . Following 7 days of pretreatment with oral JWXYS at 1.23 g/kg, the AUC and max of paclitaxel in plasma were significantly reduced by approximately 1.5-fold, compared to paclitaxel alone (Table 3) . Additionally, the elimination halflife (T 1/2 ) of paclitaxel in plasma was significantly prolonged 1.5-fold; the total body clearance (CL) increased by 43% and the volume of distribution (Vd) significantly increased 1.4-fold following coadministration with JWXYS. However, the mean residence time (MRT) exhibited no changes with or without pretreatment with JWXYS.
Herb-Drug Interaction Effects of JWXYS on the Lymph
Pharmacokinetics of Paclitaxel. The mean concentrationtime profiles of paclitaxel in rat lymph ( = 11) after intravenous infusion of paclitaxel (5 mg/kg) with or without pretreatment with JWXYS (1.23 g/kg, p.o. for 7 days) are illustrated in Figure 3(b) , and the pharmacokinetic parameters are illustrated in Table 3 . As shown in Figure 3 , the drug concentration versus time curve of paclitaxel in rat plasma and lymph after intravenous infusion of paclitaxel with or without pretreatment with JWXYS indicated that the amount of paclitaxel in rat lymph was lower than the amount of paclitaxel in rat plasma. Paclitaxel concentrations in plasma exceeded those in lymph by approximately 2.8-fold, with AUC values of 315 ± 38.2 min g/mL in plasma and 113 ± 12.7 min g/mL in lymph. The max of paclitaxel in plasma was 3.6-fold greater than that in lymph.
Following 7 days of pretreatment with JWXYS, the AUC of paclitaxel in lymph was reduced by approximately 1.3-fold and the max yielded similar results (Table 3) . However, the T 1/2 , Vd, CL, and MRT were not changed. The lymph absorption rate of paclitaxel (AUC lymph /AUC plasma+lymph × 100) was 27 ± 3%, indicating that paclitaxel can be absorbed into the lymph system. However, pretreatment with JWXYS did not significantly affect the lymph absorption rate of paclitaxel (30 ± 2%) compared to paclitaxel alone. The biodistribution (AUC lymph /AUC plasma × 100) of paclitaxel from plasma to lymph was 39 ± 5%; however, it increased to 45 ± 4% with JWXYS pretreatment. As shown in Figure 3 , seven days of JWXYS at 1.23 g/kg significantly decreased the blood paclitaxel levels by approximately 30% and reduced the distribution of paclitaxel in rat lymph by around 24%.
Discussion
Although analytical methods have been reported for analysis of paclitaxel in biological matrices by high-performance liquid chromatography with UV [24, 25] , and by tandem mass spectrometric detection [26, 27] , there is no validated method for the determination of paclitaxel in rat lymph. The MS transitions of paclitaxel (m/z 876.4 → 308.1) and docetaxel (m/z 830.4 → 549.2) were in agreement with previous reports [27] . Numerous studies have indicated that the use of Chinese herbal medicines in combination with chemotherapy or radiotherapy for the treatment of cancer not only enhances the efficacy but also diminishes the side effects and complications induced by chemotherapy and radiotherapy treatments [5] [6] [7] [8] [9] 28] . Chinese herbal medicines, including Astragalus, Turmeric, Ginseng, TJ-41, PHY-906, Huachansu infection, and Kanglaite injection, are commonly used by patients for cancer treatment and/or for the reduction of toxicity associated with chemotherapy and radiotherapy [29] . Studies on pharmacokinetic interactions between Chinese herbal medicines and Western medicines [5, 11, 13, 30] have been conducted, and the results suggest that oral administration of some phenolic substances might increase paclitaxel blood concentrations during chemotherapy. Because paclitaxel is a P-gp substrate, investigation on P-gp inhibition on the mesenteric lymphatic transport of paclitaxel has been reported [31] . The results demonstrated that pretreatment with a P-gp inhibitor, verapamil, increased the lymphatic transport of paclitaxel by 3.5-fold and absolute oral bioavailability by 1.8-fold.
The bioactive components, including ferulic acid [32] , atractylenolide I-III [33] , paeoniflorin [34] , saikosaponins [35] , polysaccharides and triterpenoids [36] , glycyrrhizin [37] , paeonol [38] , geniposide [39] , zingerone [40] , and chlorogenic acid [41] , were found in the individual herb of Evidence-Based Complementary and Alternative Medicine 7 Data expressed as mean ± SD ( = 6). Matrix effect is expressed as the ratio of the mean peak area of an analyte spiked after extraction (set 2) to the mean peak area of the same analyte standard (set 1) multiplied by 100. A value of >100% indicates ionization enhancement, and a value of <100% indicates ionization suppression. Recovery was calculated as the ratio of the mean peak area of an analyte spiked before extraction (set 3) to the mean peak area of an analyte spiked after extraction (set 2) multiplied by 100. uralensis Fisch. is another herbal component in JWXYS; its main active ingredient is glycyrrhizin [37] . In vitro studies have shown that isoflavone glabridin isolated from Glycyrrhiza uralensis Fisch could have CYP3A4 enzyme induction properties [42] . Furthermore, in vivo studies showed that repeated treatment with glycyrrhizae or glycyrrhizic acid could increase CYP3A4 substrate metabolism, and CYP3A4 was induced at both the mRNA and protein levels [42] . Our pharmacokinetic results demonstrate decreased blood and lymph paclitaxel concentrations following 7 days of pretreatment with JWXYS. However, pretreatment with JWXYS did not significantly influence the distribution and absorption rate of paclitaxel in lymph. The results suggest that orally administered JWXYS affects metabolizing enzymes as well as disturbing the distribution of paclitaxel into the circulation in vivo. The possible mechanism of interaction between JWXYS and paclitaxel could be increased metabolism of paclitaxel or affect transporter functions in the intestinal lymphatic system following oral administration of JWXYS; consequently, this would decrease paclitaxel levels in the peripheral and lymphatic system.
The lymphatic system plays an important role in fluid/ macromolecular balance, lipid absorption, and immune functions. It is involved in various pathologic conditions such as inflammation, spread of cancer cells, and lymphedema [43] . The lymphatic system can also transport dietary lipids, fat-soluble vitamins, and water-insoluble drugs to the systemic circulation. Paclitaxel has been approved to treat metastatic breast cancer [44] ; however, limited evidence shows that paclitaxel can gain access to the lymphatic system. The only literature is the one in which Cai et al. has investigated the effects of lipid vehicle and P-gp inhibition on the mesenteric lymphatic transport of paclitaxel [31] . Few reports regarding the absorption of drugs into the lymphatic system [45] [46] [47] [48] [49] have been investigated due to practical difficulties in obtaining the lymphatic fluid. Studies on the determination of protein or water-insoluble compounds in lymph and plasma following intravenous or intestinal administration in rats have been reported [45] [46] [47] [48] [49] . The results suggest that, over a given dose range, a protein with a high molecular weight can be absorbed in both the portal vein blood stream and the thoracic duct lymph after intraduodenal administration of parotin [48] . Our pharmacokinetic results demonstrate that paclitaxel was detectable in rat lymph after intravenous infusion of paclitaxel; however, JWXYS significantly decreased blood paclitaxel levels by approximately 30%.
Conclusions
This is the first report to explore the herb-drug interaction effects of JWXYS on the pharmacokinetics of paclitaxel in rat peripheral and lymphatic systems. A validated UPLC-MS/MS method was applied for pharmacokinetic studies. The pharmacokinetic results demonstrate that pretreatment with JWXYS for 7 days significantly attenuated the distribution of paclitaxel in rat peripheral and lymphatic systems. Clinically, it is not practical to collect lymphatic fluid in patients following paclitaxel administration. These findings indicate that monitoring plasma levels of paclitaxel may help in assessing compliance and therapeutic effects and in dose optimization when coadministered with JWXYS.
